It is unclear if there is an association between the duration of delayed graft function (DGF) and kidney transplant (KT) outcomes. This study investigated the impact of prolonged DGF on patient and graft survivals, and renal function one year after KT. This single center retrospective analysis included all deceased donor KT performed between Jan/1998 and Dec/2008 (n = 1412). Patients were grouped in quartiles according to duration of DGF (1-5, 6-10, 11-15, and >15 days, designated as prolonged DGF). The overall incidence of DGF was 54.2%. Prolonged DGF was associated with retransplantation (OR 2.110, CI95% 1.064-4.184,p = 0.033) and more than 3 HLA mismatches (OR 1.819, CI95% 1.117-2.962,p = 0.016). The incidence of acute rejection was higher in patients with DGF compared with those without DGF (36.2% vs. 12.2%, p<0.001). Compared to patients without DGF, DGF(1-5), DGF(6-10), and DGF(11-15), patients with prolonged DGF showed inferior one year patient survival (95.2% vs. 95.4% vs. 95.5% vs. 93.4% vs. 88.86%, p = 0.003), graft survival (91% vs. 91.4% vs. 92% vs. 88.7% vs. 70.5%, p<0.001), death-censored graft survival (95.7% vs. 95.4% vs. 96.4% vs. 94% vs. 79.3%, p<0.001), and creatinine clearance (58.0±24.6 vs. 55.8±22.2 vs. 53.8±24.1 vs. 53.0±27.2 vs. 36.8±27.0 mL/min, p<0.001), respectively. Multivariable analysis showed that prolonged DGF was an independent risk factor for graft loss (OR 3.876, p<0.001), death censored graft loss (OR 4.103, p<0.001), and death (OR 3.065, CI95% 1.536-6.117, p = 0.001). Prolonged DGF, determined by retransplantation and higher HLA mismatches, was associated with inferior renal function, and patient and graft survivals at one year.
Introduction
Several studies have evaluated the impact of delayed graft function (DGF) on long-term clinical outcomes. While the effect of DGF on patient survival remains unclear, there is a consensus regarding its association with inferior graft survival. In a recent meta-analysis, patients who developed DGF had a 41% increased risk of graft loss at a mean follow up time of 3.2 years [1] .
Notably, a recent study proposed a causal association between DGF and graft failure [2] . According to this hypothesis, ischemia-reperfusion injury may cause increased MHC class I and II expression, increasing the risk of acute rejection (AR) [3, 4] . Persistent activation of the host immune response has been associated with immune mediated interstitial fibrosis and tubular atrophy (IF/TA). Finally, maladaptive repair of parenchymal and tubular cells after acute kidney injury may also contribute to fibrosis and permanent loss of functioning renal mass, increasing the risk of late graft failure [5] .
Initial allograft function is better explained as a continuous variable, ranging from immediate graft function observed after living donation to prolonged periods of dialysis-dependency seen after transplantation of kidneys recovered from expanded criteria donor and prolonged cold ischemia times. Therefore, the severity of clinical presentation represents the spectrum of the same disease, which is directly associated with prognosis. This hypothesis is supported by the inferior outcomes observed in patients with DGF compared with to those with slow graft function and immediate renal function [6] . Intuitively, the time elapsed to recover renal function may reflect the severity of the injury and may be associated with outcome. Nevertheless, studies investigating the duration of DGF and outcomes have used different criteria for time on DGF, have not analyze risk factors for the development of prolonged DGF and have also shown conflicting results [7] [8] [9] [10] .
In a recent retrospective cohort analysis of 1518 recipients of kidneys recovered from braindead donors we reported a high incidence of DGF of 57.3%, which was primarily associated with inadequate donor maintenance before organ donation [11] . The aim of this analysis was to determine the risk factors associated with the incidence and duration of DGF and their association with kidney transplants function and outcomes one year after transplantation.
Methods

Study design
This study analyzed data from all recipients of deceased donor kidney transplants performed between January 1 st 1998 and December 31 st 2008 at Hospital do Rim, São Paulo, Brazil, and was approved by the local Ethics Committee (Comitê de Ética em Pesquisa, Universidade Federal de São Paulo). Data were retrospectively collected by systematic review of medical charts and electronic database. Due to the retrospective nature of the study, the informed consent was not obtained. Patient records and information was anonymized and de-identified prior to analysis. None of the transplant donors were from a vulnerable population and all donors or next of kin provided written informed consent that was freely given. Of 1736 deceased donor kidney transplants performed in this period, 324 were excluded due to incomplete information. All deceased donors were brain dead (DBD) and the recovered kidneys were preserved in static cold storage solution.
Objectives
The main objective was the analysis of 1-year graft and patient survivals according to the duration of DGF period. Secondary objectives included risk factors for DGF and prolonged DGF, incidence of AR and renal function.
Definitions
in quartiles according to the time on DGF as follows: patients without DGF (without DGF), patients with DGF duration up to 5 days (DGF 1-5 days), between 6 and 10 days (DGF 6-10 days); between 11 and 15 days (DGF 11-15 days), and longer than 15 days, here denominated prolonged DGF. In patients with DGF, surveillance biopsies were performed routinely until graft function recovery. All treated AR episodes were included in the analysis, including those confirmed or not by histopathological evaluation. Renal function was determined by creatinine clearance calculated using the Cochroft-Gault formula.
Statistical Analysis
Continuous variables were presented as mean and standard deviation and compared using ANOVA, with Tukey post hoc test. Categorical variables were presented as frequency and percentage and compared using Chi-square or Fisher tests. Survival curves were obtained using Kaplan-Meier method and compared using the log rank test. Seventeen variables were included in the model for patient death, graft loss, and death-censored graft loss risk analysis as follows: recipient age, recipient gender, recipient history of diabetes, time on dialysis, PRA, re-transplantation, donor age, cerebrovascular death, final serum creatinine, donor history of hypertension, cardiac arrest prior to retrieval, ATG induction therapy, CNI-based immunosuppressive regimen, mycophenolate use, cold ischemia time, AR, and time on DGF.
A p-value of <0.2 in univariable analysis was considered statistically significant for including variables in multivariable analysis. For all other analysis, a p-value of <0.05 was considered statistically significant. Statistical analysis was performed using SPSS v.18.0 software (SPSS, Inc., Chicago, IL, USA).
Results
Demographic characteristics
Of the 1412 patients included, 765 (54.2%) presented DGF. The recipients in the DGF group showed higher mean age, higher prevalence of African-American ethnicity, chronic kidney disease attributed to hypertension or diabetes and re-transplantation, and higher mean time on dialysis. Donors in DGF group showed higher mean age, higher prevalence of hypertension and cerebrovascular death and higher mean final serum creatinine. Recipients in the DGF group were transplanted with longer cold ischemia time, a higher proportion received ATG induction therapy but fewer patients received initial immunosuppressive regimen based on CNI (Table 1) .
Of the 765 patients with DGF, 197 (25.8%) were in DGF 1-5 days, 224 (29.3%) in DGF 6-10 days, 151 (19.7%) in DGF 11-15 days, and 193 (25.2%) in DGF > 15 days groups. The 
Risk factors associated with DGF and prolonged DGF
Multivariable analysis showed that retransplantation, donor age, final serum creatinine, cold ischemia time, and CNI-based immunosuppressive regimen were the variables independently associated with DGF. Only retransplantation and HLA mismatches were associated with prolonged DGF (Table 2 ).
Kidney transplant outcomes
The incidence of acute rejection at 6 months was 3 times higher in patients with DGF compared with patients without DGF (36.2% vs. 12.2%, p<0.001). Among DGF groups, patients in DGF 1-5 days group presented lower incidence of acute rejection (16.1%) when compared to DGF 6-10 days (40.2%, p<0.001), DGF 11-15 days (39.7%, p<0.001) and DGF>15 days group (49.2%, p<0.001). Similarly, significant differences were observed in rejection free survival. Inspection of the survival curves revealed that the majority of acute rejection episodes occurred during the DGF period (Fig 1) . Patients who presented acute rejection showed inferior death-censored graft survival (88%) compared with patients without acute rejection (95.8%, log rank p<0.001). Overall graft (Fig 2) . Patients with prolonged DGF showed inferior 1-year patient survival (Fig 3) and death-censored graft survival compared to the other groups (Fig 4) . Overall graft survivals were also inferior in patients with prolonged DGF (91% vs. 91.4% vs. 92% vs. 88.7% vs. 70.5%, p<0.001), respectively. There were no differences regarding the causes of graft loss and death among the groups. The predominant causes of graft loss and death were IF/TA and infection, respectively. Three patients in the prolonged DGF group lost their grafts due to primary non-function (Table 3) .
Multivariable analysis showed that prolonged DGF was an independent risk factor associated with graft loss, death censored graft loss, and death at 1 year. Other risk factors for graft loss at 1 year were diabetes, PRA, donor history of hypertension and AR episodes. Risk factors associated with death censored graft loss at 1 year were PRA and AR episodes. Recipient age and donor history of hypertension were associated with death (Table 4) .
Renal Function
Renal function at 1 month was lower in the prolonged DGF and in DGF 11-15 days groups. From 2 to 12 months no differences in renal function were detected comparing patients without DGF and those with DGF up to 15 days. Nonetheless, patients with prolonged DGF still showed inferior renal function up to one year of follow up (Fig 5) . 
Discussion
In this single-center retrospective study, including a population with high incidence of DGF, we showed that patients who required dialyses for more than 15 days presented inferior clinical outcomes compared with patients with immediate renal function or shorter periods of dialysis. Importantly, these results could be observed as early as at 1 year after transplantation. Despite the fact that our population was composed of patients with low risk of DGF, our overall incidence is at least two times higher compared with Organ Procurement and Transplantation Network (OPTN) data [13] , similar to that observed in other Brazilian centers [14] . This is probably due to several factors, including delayed notification of potential donors and inadequate management of the donors before transplantation [15, 16] . Importantly, this high incidence probably strengthened the study and increased its power.
Although a detrimental effect of DGF per se in the graft survival is probable, some authors suggest that in the absence of acute rejection, DGF had no impact on transplant outcomes [17] . In fact, in our cohort acute rejection was associated with inferior outcomes in patients with DGF. Interestingly, patients who had DGF without AR episodes showed a 7.8% superior death censored graft survival compared to patients who did not develop DGF but presented AR episodes.
As expected, the level of renal function at 1 month was inversely associated with time on DGF. Interestingly, patients without DGF and those with DGF up to 15 days recovered renal function at 2 months, reaching mean creatinine clearances above 50 mL/min but those patients with DGF longer than 15 days reached the second month after transplant with a mean creatinine clearance below 40 mL/min. From there, parallel trends were observed in all groups up to one year. Similar results were previously demonstrated in a small single center study where patients with DGF lasting more than 4 weeks presented inferior renal function compared to patients with immediate function or to patients with DGF duration inferior to 4 weeks [9] .
In our cohort, only DGF longer than 15 days was associated with graft loss. Prior studies that evaluated the impact of the duration of DGF on graft survival have shown conflicting results. Yokoyama et al. observed a higher incidence of graft failure at 5 years in patients who presented DGF longer than 8 days compared to those without DGF or with DGF up to 8 days [7] . Similarly, Fernández-Juarez et al. found inferior graft survival rates at 1, 3, and 6 years in patients with DGF longer than 14 days compared to those without DGF or with DGF up to 14 days. However, when never-functioning grafts were censored or when they recalculated the graft survival rates considering only those grafts functioning at 1 year, there were no differences in graft survival among groups [8] . Moreover, analyzing recipients of non-heart beating donor kidney allografts, no impact of the duration of DGF on 5 year graft and patient survivals were observed [9] . Importantly, the effect of DGF on graft survival of heart beating donors and nonheart beating donor allografts may be completely different, and despite this population is known to be more susceptible to DGF, they present better long-term prognosis when compared to brain dead donor kidney transplant recipients [18] .
Prolonged DGF was also associated with inferior patient survival in our cohort. There is no consensus on the impact of DGF or time on DGF on patient outcome. Renkens et al. found no difference in 5 year patient survival between patients with DGF longer than 2 weeks compared to patients without DGF or with DGF up to 2 weeks [9] . On the contrary, Perez Fontán et al. found that DGF longer than 3 weeks was associated with decreased patient survival, mainly due to a higher infectious mortality rate [10] . Despite the conflicting results of these studies, altogether these data suggest that the severity of the acute kidney injury is directly associated with duration of DGF, which is associated with inferior renal function, and graft and patient survivals. Multivariable analysis showed that retransplantation and HLA mismatches were independent risk factors for prolonged DGF. Interestingly, these immunological variables outperformed the favorable donor characteristics and shorter cold ischemia time observed in patients with prolonged DGF group. Prior history of transplantation is associated with sensitization, leading to increased activity of preformed anti-HLA antibodies, a known risk factor for DGF [19, 20] , although in our cohort PRA was not associated with increased risk of prolonged DGF.
There are several limitations associated with this study, including its retrospective nature, wide enrollment period, peculiar donor maintenance performance, and lack of donor specific anti-HLA antibodies, precluding generalization and extrapolation of our findings.
In conclusion, in this population with high incidence of DGF, patients who develop DGF longer than 15 days presented inferior renal function, patient and graft survival at 1 year compared to patients without DGF and to patients with DGF duration shorter than 15 days. Immunological risk factors were associated with prolonged duration of DGF.
